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ERK Plays a Regulatory Role in Induction
of LTP by Theta Frequency Stimulation
and Its Modulation by b-Adrenergic Receptors
dependent form of long-term potentiation (LTP). Inhibi-
tors of ERK signaling reduce LTP evoked by repeated
high-frequency tetani (English and Sweatt, 1996, 1997;
Atkins et al., 1998; Impey et al., 1998).
In addition to the roles of ERK in persistent cellular
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alterations achieved by nuclear signaling, studies inCenter for Neurobiology and Behavior
PC12 cells indicate that ERK can be recruited for tran-College of Physicians and Surgeons
sient cytoplasmic signaling. While NGF activates ERKof Columbia University
in a persistent fashion, leading to its translocation toNew York State Psychiatric Institute
the nucleus and to the initiation of transcription of genesNew York, New York 10032
involved in differentiation, EGF activates ERK only tran-²Howard Hughes Medical Institute
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ERK general? Second, can ERK also participate in more
transient regulation in neurons for short-term neuronal
plasticity?Summary
One clue to a possible role for ERK in transient signal-
ing comes from studies of the cyclic AMP (cAMP) path-MAP kinase (ERK) translates cell surface signals into
way. One of the interesting features of the cAMP path-alterations in transcription. We have found that ERK
way is that it can recruit ERK activation in neuronsalso regulates hippocampal neuronal excitability dur-
(Martin et al., 1997; Impey et al., 1998). It is well estab-ing 5 Hz stimulation and thereby regulates forms
lished that the cAMP pathway participates in both tran-of long-term potentiation (LTP) that do not require
sient as well as in persistent forms of synaptic plasticitymacromolecular synthesis. Moreover, ERK-mediated
(Huang et al., 1994, 1996; Weisskopf et al., 1994; Blitzerchanges in excitability are selectively required for
et al., 1995, 1998; Winder et al., 1998). Does proteinsome forms of LTP but not others. ERK is required for
kinase A (PKA), which recruits ERK for persistent formsthe early phase of LTP elicited by brief 5 Hz stimulation,
of synaptic plasticity, also recruit ERK for more transientas well as for LTP elicited by more prolonged 5 Hz
forms of plasticity that are independent of macromolec-stimulation when paired with b1-adrenergic receptor
ular synthesis?activation. By contrast, ERK plays no role in LTP elic-
We have examined this question at the Schaffer collat-ited by a single 1 s 100 Hz train. Consistent with these
eral±CA1 pyramidal cell synapse. We find that ERK playsresults, we find that ERK is activated by b-adrenergic
a critical role in a form of LTP that is elicited by thetareceptors in CA1 pyramidal cell somas and dendrites.
frequency (5 Hz) stimulation, which requires PKA but
not macromolecular synthesis. ERK contributes to this
form of LTP by regulating neuronal excitability duringIntroduction
tetanization. Inhibition of ERK reduces the appearance
of ªcomplex spike-likeº events during 5 Hz stimulation
In nonneuronal cells, p42±44 MAP kinase (ERK1/2) has
and blocks the LTP evoked by this stimulation. By con-
emerged as a key component in a cascade that couples
trast, PKA-independent LTP elicited by a single 1 s 100
mitogenic signals at the cell surface to transcription. Hz train does not require ERK. Thus, these data suggest
Recent studies suggest that this cascade is also re- that different patterns of stimulation produce LTP by
cruited in neurons for transcription-dependent long- recruiting different molecular signaling pathway and that
term synaptic plasticity (reviewed by Impey et al., 1999; the role ERK plays in LTP is dependent upon the type
Orban et al., 1999). At the sensory neuron±motor neuron of stimulus used to evoke LTP.
synapse of the gill withdrawal reflex of Aplysia, repeated The ability of 5 Hz stimulation to elicit LTP depends
pulses of serotonin recruit ERK, causing it to translocate on the duration of stimulation, with shorter protocols
to the nucleus where it is required for long-term synaptic being more effective than prolonged ones. This depen-
facilitation (Martin et al., 1997). Similarly, in mammalian dence on the duration of stimulation is removed by the
hippocampus, repeated high-frequency tetanization at pretreatment of hippocampal slices with the b-adrener-
the Schaffer collateral±CA1 pyramidal cell synapse acti- gic receptor (b-AR) agonist isoproterenol (Iso; Thomas
vates ERK and induces a macromolecular synthesis± et al., 1996). Using knockout mice lacking specific b-AR
subtypes, we find that this regulation is mediated by
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for regulation of cellular excitability during 5 Hz stimula-‖ Present address: Department of Psychiatry and Biobehavioral Sci-
tion. Moreover, LTP and complex spike-like responsesences and Brain Research Institute, University of California, Los
Angeles, California 90095. elicited by pairing Iso and prolonged 5 Hz stimulation
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Figure 1. Properties of LTP Elicited by 30 s of 5 Hz Stimulation
(A) Effect of pretreatment of hippocampal slices for 1 hr with 1 mM KT5720 on LTP elicited by a 30 s 5 Hz tetanus (n 5 8).
(B) Effect of pretreatment of hippocampal slices for 30 min with 30 mM anisomycin, for 1 hr with 20 mM U0126, or for 1 hr with U0126 and 1
mM KT5720 on LTP elicited by a 30 s 5 Hz tetanus (vehicle, n 5 6; anisomycin, n 5 5; U0126, n 5 8; U0126 and KT5720, n 5 6).
(C) Effect of pretreatment of hippocampal slices for 1 hr with U0126 on LTP evoked by a single 1 s 100 Hz train.
are reduced by blockers of ERK activity. Thus, these with a membrane-permeable MAP kinase kinase (MEK)
inhibitor, U0126 (20 mM; Favata et al., 1998). This con-data suggest a novel postsynaptic role for ERK indepen-
dent of its actions in the nucleus, and establish ERK as centration of U0126 completely blocks both basal and
stimulus-induced activation of ERK in hippocampala physiologically relevant signaling molecule by which
b-ARs and PKA regulate neuronal function. slices, while having no effect on PKA, calcium/calmodu-
lin-dependent protein kinase II (CaMKII), or PKC (Rober-
son et al., 1999). In slices pretreated with U0126, LTPResults
elicited with brief 5 Hz stimulation returned to baseline
within 20 min of the tetanus (Figure 1B). Coadministra-Brief Theta Frequency Stimulation Induces LTP
that Is Dependent on Both PKA and ERK tion of U0126 and KT5720 produced a similar level of
inhibition (Figure 1B). These data thus suggest that ERKThe theta rhythm (3±12 Hz) of electroencephalograms
(EEGs) recorded in the hippocampus is thought to reflect and PKA are required for LTP elicited by transient 5 Hz
stimulation.attentive animal tasks (Oddie and Bland, 1998). Brief
stimulation in this frequency range is extremely effective
in producing LTP. For example, 30 s of 5 Hz stimulation ERK Does Not Play a Significant Role in Early LTP
Elicited by a Single 100 Hz Trainevokes robust LTP that is pathway specific. Twenty min-
utes after 5 Hz stimulation, the percent increase in the LTP elicited by multiple 100 Hz trains is dependent on
ERK (English and Sweatt, 1997; Impey et al., 1998). Weslope of the field excitatory postsynaptic potential
(fEPSP) is 176% 6 31% in the tetanized pathway and wondered whether ERK plays a general role in all forms
of LTP, or whether it is recruited selectively for specific108% 6 4% in the nontetanized pathway (n 5 9). More-
over, this LTP is predominantly dependent on the NMDA forms of LTP. We therefore examined LTP elicited by a
single 1 s 100 Hz train. This form of LTP does not requirereceptor. Twenty minutes after tetanization in 100 mM
D,L-AP5 (n 5 4), the tetanized pathway is only 128% 6 PKA or macromolecular synthesis (Huang et al., 1996).
We found that pretreatment of hippocampal slices with13% of baseline. Unlike LTP elicited by a single high-
frequency (100 Hz) train, the LTP elicited by brief 5 Hz 20 mM U0126 had no effect on LTP elicited by a single
train, suggesting that ERK does not play a general rolestimulation is reduced by the PKA inhibitor H89 (Thomas
et al., 1996). Consistent with these results, we find that in LTP but rather is recruited selectively for distinct forms
(Figure 1C).pretreatment of slices with the PKA inhibitor KT5720 (1
mM) similarly reduced LTP elicited with this protocol
(Figure 1A). LTP Elicited by Prolonged Theta Frequency
Stimulation Is Enhanced by IsoPKA can have both protein synthesis±dependent and
±independent roles in LTP (Huang et al., 1996; Winder Although brief 5 Hz stimulation elicits robust LTP, pro-
longed 5 Hz stimulation (3 min) elicits only a transientet al., 1998). The finding that inhibitors of PKA reduce
early components of LTP elicited by brief 5 Hz stimula- depression of synaptic transmission that relaxes back
to baseline shortly after cessation of 5 Hz stimulationtion suggests that this role of PKA is likely to be indepen-
dent of macromolecular synthesis. Indeed, this form of (Figure 2A). However, robust LTP is induced if prolonged
5 Hz stimulation is paired with b-AR activation (Iso, 1LTP is not inhibited by preincubation of hippocampal
slices with saturating concentrations of the protein syn- mM; Figure 2A; Thomas et al., 1996; Katsuki et al., 1997).
Although Iso enhances basal synaptic transmissionthesis inhibitor anisomycin (Figure 1B).
Because PKA is required for early components of LTP slightly, this enhancement is variable and transient in
the absence of tetanic stimulation (Figures 2A and 2B).elicited by 5 Hz stimulation, we determined whether
ERK, which can be recruited by PKA, also participates This is in contrast with other agents that activate cAMP
signaling and elicit lasting, macromolecular synthesis±in this component of LTP by pretreating slices for 1 hr
Regulation of an Early Phase of LTP by ERK
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Figure 2. Properties of LTP Elicited by 3 min of 5 Hz Stimulation Coupled with b-AR Activation
(A) Three minutes of 5 Hz stimulation alone elicits a transient depression of transmission that decays back to baseline (n 5 14). However,
pairing this with prior b-AR activation results in the generation of robust LTP (n 5 6).
(B) Iso administered (as indicated by the bar in each panel) in the absence of tetanization elicits only a very weak and transient enhancement
of synaptic transmission (n 5 4).
(C) LTP evoked by pairing Iso and 3 min of 5 Hz stimulation is impaired in hippocampal slices from b1-AR knockout and b1/b2-AR double
knockout mice (b1, n 5 6; b1/b2, n 5 9). Wild-type time course represents the data obtained from wild types of both the b1 and b1/b2
knockout lines (n 5 12).
(D) LTP evoked by pairing Iso and 3 min of 5 Hz stimulation is normal in hippocampal slices from b2-AR knockout mice (n 5 3). There was
a trend for the remaining response in slices from double knockouts to be greater than those in b1-AR knockouts, although this trend did not
reach statistical significance (p 5 0.17, Student's t test, 20 min after tetanus). The response to 3 min of 5 Hz stimulation in the absence of
Iso was indistinguishable between b2 knockouts and FVB controls, suggesting that the absence of the b2-AR gene did not produce a general
alteration in the response to 5 Hz stimulation (percent of baseline fEPSP slope 30 min after 5 Hz stimulation: 115% 6 9% in knockout, n 5
7; 115% 6 13% in wild type, n 5 6). It should be noted that the b2-AR knockout mice examined were on an FVB background, whereas the
b1-AR knockout mice examined were a cross of C57b6 and 129 strains. Since the b1/b2-AR double knockout created by the mating of these
two strains contains a mixture of FVB, C57b6, and 129, this trend may reflect differences in the strains of these animals.
(E) Input±output plots of stimulus intensity versus fEPSP slope in hippocampal slices from b1- and b1/b2-AR wild-type mice (n 5 23 slices
from 7 mice) versus b1- and b1/b2-AR knockout mice (n 5 20 slices from 7 mice).
dependent increases in synaptic transmission in area tetanus; Figure 2C) but not in slices from knockout mice
lacking the b2-AR (Figure 2D).CA1.
The lack of effect of Iso on basal transmission and
LTP in hippocampal slices from the b1- and b1/b2-ARIso-Initiated LTP Requires the b1 Subtype
of Adrenergic Receptor knockout mice was not a result of a general alteration
in transmission in these animals, as input±output curvesThe mRNAs for all three subtypes of b-ARs are present
in hippocampus (Nicholas et al., 1993; Summers et al., of stimulus versus fEPSP slope revealed no difference
in basal synaptic transmission in knockouts compared1995), and b-AR agonists can have a variety of effects
on CA1 pyramidal cells. To determine which specific to wild types (Figure 2E). Thus, these genetic data show
that the effects of Iso on 5 Hz LTP primarily involve thesubtype(s) is involved in the regulation of LTP by Iso,
we took a genetic approach, using mice with targeted b1 subtype of AR.
deletions of the b1- or b2-ARs, as well as mice with
deletions of both receptors (Rohrer et al., 1996, 1998, b-AR Activation Facilitates LTP Elicited by Theta
Frequency Stimulation in a PKA-Dependent,1999; Chruscinski et al., 1999). Both the transient in-
crease in synaptic transmission as well as the facilitation Macromolecular Synthesis±Independent Manner
The primary effector system activated by b-ARs is theof LTP by Iso (1 mM) were substantially reduced in slices
from mice lacking either the b1-AR (p , 0.001, Student's PKA signaling system (reviewed by Rohrer and Kobilka,
1998). LTP elicited by pairing prolonged 5 Hz stimulationt test, 20 min after tetanus) or mice lacking both the b1-
and b2-ARs (p , 0.02, Student's t test, 20 min after with b-AR activation is reduced by the PKA inhibitor
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Figure 3. Inhibition of ERK Selectively Impairs the Ability of b-AR Activation to Facilitate the Formation of LTP by Prolonged Low-Frequency
Stimulation
(A) LTP evoked by pairing Iso and 3 min of 5 Hz stimulation is PKA dependent but largely protein synthesis independent within the first hour
after tetanus. LTP was evoked by pairing b-AR activation and 3 min of 5 Hz stimulation in the presence or absence of either 1 mM KT5720
or 30 mM anisomycin. Anisomycin was applied beginning 30 min before the administration of Iso and was removed 30 min after the end of
the 3 min 5 Hz stimulus (n 5 6, p , 0.05). KT5720 was applied for at least 1 hr before administration of Iso (n 5 3).
(B and C) Effect of preincubation of hippocampal slices for 1 hr with (B) 20 mM U0126, (C) 50 mM PD98059 (vehicle, n 5 10; PD98059, n 5
9), or (D) 10 mM a-naphthoflavone on the ability of 1 mM Iso (application indicated by bar in each panel) and 3 min of 5 Hz stimulation to
produce LTP.
KT5720 (1 mM; Figure 3A). Similar results were reported that both PD98059 and U0126 reduced LTP without sig-
nificantly affecting the acute enhancement of synapticpreviously with the PKA inhibitor H89 (Thomas et al.,
1996). As was the case with LTP induced by brief 5 Hz transmission by Iso prior to 5 Hz stimulation (Figures
3B and 3C). Further, pretreatment of hippocampal slicesstimulation, LTP was only very slightly reduced, within
the first hour after tetanization, by preincubation of hip- with both U0126 (20 mM) and KT5720 (1 mM) resulted in
a similar level of inhibition (133% 6 37% of baseline,pocampal slices with saturating concentrations of the
protein synthesis inhibitor anisomycin for 30 min prior 35 min after 5 Hz stimulation, n 5 3).
In addition to inhibition of MEK, PD 98059 has recentlyto administration of Iso (Figure 3A).
been reported to bind aryl hydrocarbon receptors (Rei-
ners et al., 1998), which are present in CA1 pyramidalLTP Induced by Prolonged 5 Hz Stimulation Paired
with b1-Adrenergic Receptor Activation Is cells (Kainu et al., 1995). Thus, we tested the effects of
a structural analog of PD 98059, a-naphthoflavone, onSpecifically Reduced by MEK Inhibitors
Recent studies have shown by Western blot analysis LTP elicited by pairing b1-AR activation with prolonged
5 Hz stimulation. a-Naphthoflavone is a high-affinity arylthat b-ARs in area CA1 can activate ERK (Roberson et
al., 1999). To examine whether ERK also contributes to hydrocarbon receptor antagonist that, at the concentra-
tion used in this study (10 mM), has no effect on theLTP elicited by prolonged 5 Hz stimulation when that
stimulation is paired with activation of the b-AR, we activation of ERK by b-ARs (Figures 6E and 6F). As
shown in Figure 3D, at concentrations that are saturat-pretreated slices with either the MEK inhibitor U0126
(20 mM), PD 98059 (50 mM), or 0.1%±0.3% DMSO. At ing for aryl hydrocarbon receptor antagonism, a-naph-
thoflavone administered at least 1 hr prior to Iso adminis-this concentration, PD 98059 impairs both long-term
facilitation of synaptic transmission at the sensory neu- tration had no effect on the LTP elicited by this protocol.
CaMKIIa can regulate synaptic plasticity in area CA1ron±motor neuron synapse in Aplysia and LTP and phos-
phorylation of ERK in area CA1 of hippocampus (English of hippocampus by inducing a general shift in the
frequency±response curve at this synapse (Mayford etand Sweatt, 1996, 1997; Martin et al., 1997). We found
Regulation of an Early Phase of LTP by ERK
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Figure 4. Regulation by ERK of CA1 Pyramidal Cell Spiking during Brief 5 Hz Stimulation
Scale is 2 mV and 10 ms.
(A) Representative fEPSPs at the indicated times during 5 Hz stimulation.
(B) Plots of the mean number of downward spikes in the fEPSP waveform during a 30 s 5 Hz tetanus (150 pulses) with no drug (n 5 6), with
KT5720 (n 5 8), with U0126 (n 5 8) (20 mM), or with both KT5720 and U0126 (n 5 6).
(C) Total number of spikes during a 30 s 5 Hz tetanus in the same conditions as (B).
(D) Plot of fEPSP slope during a 30 s 5 Hz tetanus.
(E) Input±output plots of stimulus intensity versus NMDA receptor±mediated fEPSP slope in hippocampal slices pretreated with vehicle or
U0126 for 1 hr.
al., 1995). If ERK regulates LTP induced by 5 Hz stimula- CA1 pyramidal cells (Madison and Nicoll, 1986). Regula-
tion of the AHP by b-AR activation has been proposedtion and Iso by inducing a similar shift in the frequency±
response curve, one might predict that inhibitors of ERK as a mechanism for regulation of LTP (Sah and Bekkers,
1996). Finally, ERK could participate directly in thewould also shift the response to prolonged 5 Hz stimula-
tion alone in addition to reducing LTP induced by this downstream signal cascade necessary for the mainte-
stimulus. However, preincubation of hippocampal slices nance of LTP effector mechanisms.
with U0126 had no effect on the response to a 3 min 5 To address the first possibility, we analyzed fEPSP
Hz stimulation protocol in the absence of Iso (fEPSP slopes elicited during brief 5 Hz stimulation. We found
percent of baseline 30 min after 3 min of 5 Hz stimulation: that during the tetanus there was a short plateau of the
no drug, 113% 6 10%, n 5 5; U0126, 121% 6 25%, n 5 5). fEPSP slope, followed by decay down to a steady-state
level within the first 30 s of the tetanus, remaining at
this level when 5 Hz stimulation was prolonged to 3 minERK Regulates the Number of Postsynaptic Spikes
(Figures 4D and 5D). In both cases, this fEPSP slopeFired during Brief and Prolonged 5 Hz Stimulation
time course during 5 Hz stimulation was not significantlyThere are at least three ways by which ERK could regu-
altered by MEK inhibitors. In addition, inhibitors of thelate early components of LTP. First, ERK could regulate
ERK signaling cascade selectively decreased LTP elic-synaptic efficacy during the tetanus, producing a more
ited by the pairing of b-AR activation and 5 Hz stimula-robust depolarization to initiate LTP effector mecha-
tion without affecting the transient increase in transmis-nisms more effectively. Indeed, activation of b-ARs can
sion elicited by Iso prior to the tetanus (Figures 3B andregulate glutamate receptors (Raman et al., 1996) and
3C). Further, NMDA receptor±mediated fEPSPs (mea-transiently enhance synaptic transmission (Gereau and
sured in the presence of 10 mM DNQX and 450 mMConn, 1994a). Second, ERK could regulate synaptic
magnesium) were not reduced by pretreatment of slicesplasticity by modifying cellular excitability during the
with the MEK inhibitor U0126 (Figure 4E). Thus, b-ARtetanus. For example, Iso reduces an afterhyperpolar-
ization (AHP) and produces a slight depolarization of activation and ERK are not enhancing the induction of
Neuron
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Figure 5. Regulation by Iso and ERK of CA1 Pyramidal Cell Spiking during Brief Low-Frequency Stimulation
(A, B, and C) Plot of the mean number of downward spikes in the fEPSP waveform during a 3 min 5 Hz tetanus (900 pulses) with (A) no drug,
(B) Iso, or (C) Iso and either PD 98059 or U0126.
(D) Total number of spikes during a 3 min 5 Hz tetanus in the same conditions as (A), (B), and (C).
(E) Plot of fEPSP slope during a 3 min 5 Hz tetanus with the same parameters as (A), (B), and (C).
LTP by altering glutamatergic transmission during the Figures 5C and 5E). Thus, these data demonstrate that
ERK regulation of LTP induced by 5 Hz stimulation in-tetanus.
Intracellular recordings from CA1 pyramidal cells in volves the regulation of postsynaptic excitability.
hippocampal slices have demonstrated that during the
beginning of the 5 Hz tetanus, postsynaptic neurons
generate complex action potential firing patterns (Thomas LTP Induced by the Pairing of b-AR Activation and
Prolonged 5 Hz Stimulation Is Synapse Specificet al., 1998) that resemble complex spikes recorded in
vivo (Kandel and Spencer, 1961). These complex spikes The finding that b-AR activation regulates postsynaptic
excitability during theta frequency stimulation is consis-dissipate during prolonged stimulation (see Figures 4A
and 5A) and are time locked with clearly discernable tent with previous studies showing that b-AR activation
can block postsynaptic potassium conductances andspikes on the fEPSP waveform (Thomas et al., 1998).
The number of complex spikes generated over time in depolarize CA1 pyramidal cells. In fact, activation of b-ARs
can elicit a long-lasting increase in cellular excitabilityresponse to 5 Hz stimulation is critical in determining the
degree of LTP achieved (Thomas et al., 1998). Thomas et in the rat (Heginbotham and Dunwiddie, 1991; Gereau
and Conn, 1994b). This long-lasting increase in postsyn-al. (1998) therefore suggested that these spikes might
provide an amplification of the depolarization produced aptic excitability does not depend on NMDA receptor
activation (Heginbotham and Dunwiddie, 1991). Whileby 5 Hz stimulation, and thereby achieve activation of
NMDA receptors to generate LTP. regulation of postsynaptic excitability appears to play
an important role in the synaptic enhancement elicitedTo address the possibility that ERK regulates LTP
by altering cellular excitability during the tetanus, we by pairing Iso and b-AR activation, this enhancement is
mediated by NMDA receptor activation. As has beenanalyzed the number of spikes on the fEPSP during 5
Hz stimulation. Brief 5 Hz stimulation elicited an average previously reported (Thomas et al., 1996), this enhance-
ment was markedly reduced by the NMDA receptor an-of 231 6 16 spikes, but only 117 6 24 in the presence of
U0126 (20 mM, p , 0.002; Figure 4B). The total number tagonist D,L-AP5 (105% 6 21% of baseline 45 min after
Iso administration in the presence of 100 mM D,L-AP5,of spikes detected on fEPSPs during a 3 min 5 Hz tetanus
increased z3-fold from 234 6 100 to 670 6 91 when 1 n 5 5). Thus, these data are consistent with the idea
that regulation of postsynaptic excitability by b1-ARsmM Iso was administered prior to 5 Hz stimulation (n 5
11, p , 0.01 for no drug versus Iso; Figures 5A, 5B, and converts the normally subthreshold 3 min 5 Hz tetanus
into one that will elicit LTP by allowing for more effective5E). However, preincubation of slices with either PD
98059 or U0126 reduced the number of spikes elicited activation of the NMDA receptor.
One way that postsynaptic excitability could be regu-by combining b1-AR and 5 Hz stimulation to 311 6 104
(n 5 8, p , 0.05 Iso versus Iso plus MEK inhibitors; lated is through an alteration in inhibitory transmission.
Regulation of an Early Phase of LTP by ERK
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Figure 6. Iso Increases the Phosphorylation of ERK in Area CA1 of Hippocampus
(A±F) Representative images from area CA1 from experiments where slices were incubated with (A) no drug, (B) 1 mM Iso, (C) 1 mM KT5720,
(C) 1 mM Iso plus 1 mM KT 5720, (E) 10 mM a-naphthoflavone, or (F) 10 mM a-naphthoflavone plus 1 mM Iso and processed for anti-
phosphorylated ERK immunoreactivity. Slices were pretreated for at least 1 hr with either vehicle, KT5720 or a-naphthoflavone, after which
they were incubated in Iso for 10 min. Abbreviations: Sp, stratum pyramidale; sr, stratum radiatum.
(G) Time course of the effect of 1 mM Iso on phosphorylation of ERK in area CA1 stratum radiatum and stratum pyramidale (average of five
separate experiments, n 5 10 slices for 0 min, 5 min, and 10 min; n 5 8 slices for 15 min; n 5 6 slices for 30 min and 1 hr).
(H) Quantification of the effects of Iso and KT5720 on ERK phosphorylation in area CA1. These data represent the mean values for nine
separate experiments. It should be noted that in three of these nine experiments, no effect of Iso was observed on the phosphorylation of ERK.
For example, GABAA receptor±mediated inhibitory post- only evoked in the pathway that underwent stimulation
for 3 min at 5 Hz (126% 6 20% of baseline 50 min aftersynaptic potentials play a role in regulating dendritic action
potential amplitude both in vitro and in vivo (Buzsaki et initiation of Iso administration in nontetanized pathway,
176% 6 30% of baseline 50 min after initiation of Isoal., 1996; Tsubokawa and Ross, 1996). However, the
lasting enhancement of CA1 pyramidal cell excitability administration in tetanized pathway, n 5 4).
induced by b-AR activation is not associated with obvi-
ous alterations in inhibitory transmission (Gereau and b-AR Activation Stimulates the Rapid Phosphorylation
of ERK in the Dendrites of CA1 Pyramidal CellsConn, 1994b). We further found that coadministration
of Iso and a 3 min 5 Hz stimulus evokes robust LTP in the in a PKA-Dependent Fashion
The finding that ERK participates in regulating postsyn-presence of the GABAA receptor antagonist picrotoxin (100
mM, 193% 6 47% of baseline, 50 min after initiation of aptic responses during the tetanus suggests that this
ERK must be activated by b receptor activation evenIso administration, n 5 4). Thus, this LTP is likely to
reflect a specific enhancement of excitatory transmis- before 5 Hz stimulation begins. Thus, we wondered
whether Iso activated ERK with a time course and in asion rather than downregulation of inhibitory trans-
mission. location consistent with an ability to play a role in this
regulation. To determine the spatial and temporal pat-If ERK can regulate cellular excitability, is synapse
specificity of evoked LTP maintained? This is particu- terns of ERK activation elicited by b-ARs in area CA1,
we used confocal imaging to examine the labeling oflarly important since administration of Iso is likely to
globally activate b-ARs on CA1 pyramidal cells. To ex- hippocampal slices with an anti-phosphorylated ERK
antibody. Hippocampal slices had a relatively low (butamine the synapse specificity of this LTP, we used two
stimulating electrodes positioned equidistantly around not undetectable) level of phosphorylated ERK 3±4 hr
after dissection. Iso (1 mM) induced a rapid increase ina common recording electrode to activate two indepen-
dent populations of CA1 pyramidal cell synapses in the phospho-ERK immunoreactivity in both the dendritic
shafts and in the cell bodies of pyramidal cells in areaslice. We found that while administration of Iso alone
elicited a slight enhancement of synaptic transmission CA1 (Figures 6A, 6B, 6G, and 6H). This activation of
ERK by Iso appears to require PKA. Preincubation ofat both synapses, NMDA receptor±dependent LTP was
Neuron
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Figure 7. 5 Hz Stimulation Protocols Evoke
Phosphorylation of ERK in Hippocampal
Slices
(Top) Representative images from area CA1
from experiments where slices received (A)
test stimulation, (B) 30 s of 5 Hz stimulation,
(C) 3 min of 5 Hz stimulation, or (D) 3 min of
5 Hz stimulation after 15 min of Iso. Abbrevia-
tions: sr, stratum radiatum; sp, stratum pyra-
midale.
(Bottom) Quantification of these results (* p ,
0.05, # p , 0.01).
hippocampal slices for 1 hr with the PKA inhibitor by pretreatment of slices with 1 mM KT5720, suggesting
the involvement of PKA in its activation (Figure 7). TheKT5720 (1 mM) significantly reduced the levels of phos-
phorylated ERK in response to Iso (Figures 6C, 6D, and finding that prolonged 5 Hz stimulation activates ERK
but does not elicit LTP suggests that although ERK is6H). As mentioned above, we found that the aryl hydro-
carbon receptor ligand a-naphthoflavone (10 mM) did necessary, it is, by itself, not sufficient to induce LTP. In
fact, it seems unlikely that ERK activated by the tetanusnot impede the ability of Iso administered for 10 min
to activate ERK (Figures 6E and 6F; a-naphthoflavone could play a role in regulating neuronal excitability dur-
ing that same tetanus.alone, 100% 6 51% of a-naphthoflavone treated slices;
a-naphthoflavone plus 1 mM Iso for 10 min, 187% 6
22%; p , 0.001). Double Labeling Experiments Suggest that b-ARs
Activate ERK in Proximal Dendrites and CellPhosphorylation of ERK in area CA1 of hippocampus
by b-AR activation is rapid and transient. We detected Bodies of CA1 Pyramidal Cells
The labeling by anti-phosphorylated ERK antibodiesphosphorylated ERK within 5 min of Iso administration.
This phosphorylation peaked at 10 min and returned to suggests a dendritic and somatic localization of the acti-
vated ERK. To confirm this localization, we performedbaseline by 1 hr after administration of Iso (Figure 6G).
Thus, ERK is activated by b-ARs with a time course that double labeling experiments using anti-MAP2 and anti-
synaptophysin antibodies as postsynaptic and presyn-is consistent with the regulation by ERK of postsynaptic
excitability during 3 min 5 Hz stimulation. aptic markers, respectively. As shown in Figure 8, phos-
pho-ERK immunoreactivity induced by b-AR activationWe also examined whether 5 Hz stimulationÐbrief,
prolonged, and prolonged in conjunction with IsoÐ colocalized with MAP2 immunoreactivity. In contrast,
there was no significant colocalization between phos-affected ERK phosphorylation 30±60 s after the tetanus.
Interestingly, we found that each of these conditions pho-ERK and synaptophysin immunoreactivity (data not
shown). Thus, these data suggest that ERK is activatedresults in a similar level of phosphorylation of ERK com-
pared to test stimulated slices (Figure 7). ERK phosphor- rapidly in an appropriate location to participate in regu-
lating the induction of early forms of LTP.ylation induced by 30 s of 5 Hz stimulation was blocked
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Figure 8. Double Labeling Analysis of the Subcellular Localization of ERK Phosphorylated by b-AR Activation
(A and B) Representative experiments in which the same slice is probed for the localization of phosphorylated ERK and MAP2, respectively.
(C) A pseudo-color merging of the two images. Yellow indicates regions of signal overlap.
Discussion pyramidal cells fire in bursts of action potentials known
as complex spikes (Kandel and Spencer, 1961). These
spikes have been postulated to be an important meansNMDA Receptor±Dependent LTP Induced
for regulating synaptic efficacy in vivo (reviewed by Lis-by Physiologically Relevant Theta Stimuli
man, 1997), but it has proven difficult to recapitulateHas Unique Properties
these spikes in hippocampal slices. Recently, ThomasThe theta rhythm (3±12 Hz) of the EEG recorded in the
et al. (1998) found that complex spikes can be elicitedhippocampus is generated in part by septal afferents.
in CA1 pyramidal cells in slices when theta frequencyThis rhythm causes CA1 pyramidal cells to fire complex
stimulation is employed and that these complex spikesspikes, a pattern of firing that is recruited when an animal
appear to be critical for the generation of LTP by thetamoves through space (Oddie and Bland, 1998). The firing
frequency stimulation (Thomas et al., 1998). Our resultsof complex spikes by pyramidal cells is thought to be
show, surprisingly, that these complex spikes can becritical for an animal to solve tasks that require the inte-
regulated in vitro by ERK in a manner that correlatesgration of complex sensory information. Despite the
with the participation of ERK in LTP. Thus, these datapotential behavioral importance of theta frequency±
suggest a new role for ERK in regulating LTP. Whereasgenerated LTP, most studies of LTP have focused not
several labs have now shown that ERK is importanton LTP induced by theta frequency stimuli but on LTP
for LTP elicited by repeated high-frequency tetanizationinduced more artificially, either by high-frequency teta-
(English and Sweatt, 1997; Atkins et al., 1998; Impey etnization (100 Hz) or by prolonged somatic depolarization
al., 1998; Coogan et al., 1999), English and Sweatt foundpaired with low-frequency stimulation. One reason that
no effect of ERK inhibitors on the synaptic responsesthese artificial patterns of stimulation have been used
elicited during the high-frequency tetanus. Thus, in addi-so extensively is that it has generally been assumed that
tion to its roles in initiating gene transcription, our stud-since both are dependent on NMDA receptor activation,
ies show that ERK can also play a role in the regulationthe molecular mechanisms of LTP produced by high-
of more transient forms of neuronal function.frequency stimuli are the same as those produced by
Recording from two independent pathways in areamore physiological theta frequency stimulation. Surpris-
CA1, we found that the independent, nontetanized path-
ingly, Thomas and colleagues (1996) found that LTP
way was not potentiated in response to 5 Hz tetanization
produced by brief theta frequency stimulation is com- in the presence or absence of Iso. Thus, even though
pletely dependent upon PKA. We have extended these the activation of ERK by Iso is cell-wide, some degree
findings by showing that, in addition to requiring PKA, of synapse specificity is maintained. Perhaps backprop-
the LTP elicited by theta frequency stimulation differs agating action potentials initiated in the cell soma invade
from 100 Hz LTP by also requiring activated ERK. dendrites and play a role in amplification of depolariza-
tion by weak stimuli to allow effective depolarization
ERK Plays a Role in the Postsynaptic Response and thus activation of NMDA receptors of tetanized syn-
during Theta Frequency Stimulation apses (reviewed by Magee et al., 1998). In fact, the
by Regulating the Generation downward deflection of ªcomplex spikesº on the fEPSPs
of Complex Spikes recorded in the stratum radiatum is consistent with a
Our data suggest that one mechanism by which ERK dendritic ªorigin.º Dendritic action potentials are subject
regulates LTP induced by theta frequency stimulation to modulation, and b-AR activation doubles the ampli-
is through the regulation of spike burst generation by tude of these spikes in a PKA-dependent manner (Hoff-
man and Johnston, 1999).the postsynaptic cell during the tetanus. In vivo CA1
Neuron
724
Activation of b-ARs Increases ERK Phosphorylation mechanism in which PKA, activated by the b-AR, phos-
phorylates the receptor and switches the coupling spec-in CA1 Pyramidal Cells
We find that activation of b-ARs results in a rapid and ificity of its G protein such that the receptor can now
bind and activate Gi (Daaka et al., 1997).transient activation of ERK in the dendrites and cell
bodies of the CA1 pyramidal cells. Thus, the timing and Our results with KT5720 suggest that PKA is required
for the activation of ERK by b-ARs. Although the speci-location of ERK activation are consistent with its involve-
ment in the regulation of complex spiking and LTP elic- ficity of this kinase inhibitor has been challenged (Olsen
et al., 1998; but see, for example, Iwasaki et al., 1998),ited by application of Iso followed by 5 Hz stimulation.
Surprisingly, we also found that both brief and pro- similar results have been reported with H89, another
PKA inhibitor (Thomas et al., 1996; Roberson et al.,longed 5 Hz stimulation increase ERK phosphorylation,
even in the absence of Iso. While this ERK is not likely 1999). In addition to the mechanisms listed above by
which PKA can activate ERK, we and others have foundto participate in the regulation of neuronal excitability
during the tetanus, it is particularly intriguing that 3 min that one role of PKA in LTP at CA1 synapses is to sup-
press an endogenous phosphatase cascade (Blitzer etof 5 Hz stimulation in the absence of Iso, a protocol that
does not elicit LTP, nonetheless resulted in a level of al., 1995, 1998; Thomas et al., 1996; Mansuy et al., 1998;
Winder et al., 1998). Inhibition of phosphatases withERK phosphorylation that was indistinguishable from
the level evoked by stimuli that do elicit LTP. These okadaic acid results in the activation of ERK in hippo-
campal neurons (Runden et al., 1998). While these datadata suggest that ERK activation is not sufficient for the
generation of LTP. Previous studies by Thomas et al. and our electrophysiological results with coapplication
of both MEK and PKA inhibitors suggest that there is(1996) suggested that one reason that 3 min of 5 Hz
stimulation does not evoke LTP is that the longer stimu- considerable overlap in the function of PKA and MEK
in regulating LTP, these data do not rule out the possibil-lus procedure evokes more significant activation of
phosphatases, which counteract phosphorylation by ki- ity that these kinases also have nonoverlapping roles.
The noradrenergic modulatory system that originatesnases necessary for LTP. For example, Thomas et al.
(1996) and we (D. G. W. and E. R. K., unpublished data) in the locus ceruleus is thought to play an important
role in attention (Coull, 1998). Since prolonged 5 Hzhave found that pretreatment of hippocampal slices with
the phosphatase inhibitor calyculin A can substitute for stimulation only elicits LTP in the presence of b-AR acti-
vation, it is tempting to suggest that this represents anapplication of Iso. If this is the case, then even though
ERK is activated by this stimulus, it may be less effective adaptation to facilitate LTP during attentive states. To
determine the behavioral relevance of the function ofbecause some substrates of ERK may be affected by
the increased phosphatase activity. Thus, in addition the b1 receptor in area CA1, it will be important to use
the Cre-lox system to generate mice lacking the b1-ARto activating ERK directly, b-ARs may play a second
important role in regulating ERK signaling indirectly by only in CA1 pyramidal cells (Tsien et al., 1996).
Behaviorists have known for almost a century that thesuppressing phosphatase activity.
outcome of a learning experiment is critically dependent
on the specific protocol used. Slight changes in protocol
can produce either different behavioral outcomes orIn Neurons, b-ARs Can Recruit Kinases Other Than
PKA to Regulate Cellular Excitability and LTP phenotypically similar outcomes that are mediated by
mechanistically different combinations of processes. AIn addition to showing that b-ARs can activate ERK,
our data show that activated ERK plays a role in the body of evidence now suggests that synapses that un-
dergo LTP, such as the Schaffer collateral synapse, infacilitation of LTP by b-AR activation. To determine the
specific subtype of b-AR involved in this effect of Iso, fact can undergo a family of phenotypically similar but
mechanistically quite different synaptic changes. Thus,we examined the ability of Iso to elicit LTP when paired
with a 3 min 5 Hz tetanus in b1-, b2-, and b1/b2-AR even NMDA receptor±dependent LTP does not neces-
sarily imply a single mechanism, making it critical thatknockout mice. We found that the responses to Iso were
completely abolished in b1- and b1/b2-AR knockout several different protocols for eliciting LTP be employed
when examining the effects of a drug or genetic manipu-mice but not in b2-AR knockouts. Thus, the b1-AR is
required for Iso-induced facilitation of LTP by prolonged lation.
5 Hz stimulation in area CA1 of hippocampus. These
data are consistent with previous pharmacological stud- Experimental Procedures
ies that suggested that some of the effects of Iso on
Electrophysiologypostsynaptic excitability in area CA1 are likely to be
Transverse hippocampal slices were prepared as previously de-mediated through a b1-like receptor (Fowler and O'Don-
scribed (Winder et al., 1998). C57b6 mice (Jackson) of either sex,nell, 1988). Since other subtypes of b-ARs are likely to be
aged 7±18 weeks, were used. Hippocampi were sliced (400 mm),
present in CA1 pyramidal cells, multiple b-AR subtypes placed in oxygenated ACSF (NaCl, 124 mM; KCl, 4.4 mM; CaCl2, 2.5
may couple to ERK in these cells. mM; MgSO4, 1.3 mM; NaH2PO4, 1 mM; glucose, 10 mM; and NaHCO3,
The cAMP signaling cascade can facilitate the activa- 26 mM), subfused (1±2 ml/min) in an interface chamber and allowed
to equilibrate for 60±90 min at 288C.tion of ERK by several means, including PKA-mediated
For extracellular recordings, ACSF-filled glass electrodes (1±3phosphorylation of an adaptor molecule, rap1, which
MV) were positioned in the stratum radiatum of area CA1. A bipolarthen activates ERK through a B-raf-dependent cascade
nichrome stimulating electrode was also placed in stratum radiatum
(Vossler et al., 1997); by the direct binding of cAMP to for stimulation of Schaffer collateral afferents (0.05 ms duration).
guanine nucleotide exchange factors for rap1 (de Rooij Unless otherwise mentioned, test stimuli were applied at a frequency
of 1 per minute (0.017 Hz) and at a stimulus intensity that elicits anet al., 1998; Kawasaki et al., 1998); and through a novel
Regulation of an Early Phase of LTP by ERK
725
fEPSP slope that was 45% of the maximum. Experiments in which Acknowledgments
changes in the fiber volley occurred were discarded. Drugs were
applied through the perfusion medium. In experiments in which We thank Dr. James Trzaskos at Dupont for supplying us with U0126,
as well as Susan Patterson, Paul Pavlides and Steve Siegelbaumdownwardly deflecting spikes on fEPSPs were quantified, it is impor-
tant to note that this quantitation excluded the first peak of the for helpful comments on an earlier version of the manuscript.
fEPSP because of the difficulty in resolving a downward spike from
the rising phase of the EPSP. Thus, our counts of these spikes are
Received March 12, 1999; revised September 23, 1999.likely to be significant underestimates. KT5720 was purchased from
Research Biochemicals International. Iso and a-naphthoflavone
were purchased from Sigma Chemicals. PD 98059 was purchased
Referencesfrom Calbiochem, and U0126 was kindly provided by Dr. James
Trzaskos (Merck). PD 98059 and U0126 were dissolved in DMSO
Atkins, C.M., Selcher, J.C., Petraitis, J.J., Trzaskos, J.M., andand then diluted in ACSF (0.1% vehicle).
Sweatt, J.D. (1998). The MAPK cascade is required for mammalian
associative learning. Nat. Neurosci. 1, 602±609.Immunocytochemistry
Blitzer, R.D., Wong, T., Nouranifar, R., Iyengar, R., and Landau, E.M.Tissue preparation for the analysis of the location of phosphorylated
(1995). Postsynaptic cAMP pathway gates early LTP in hippocampalERK was identical to that for slices prepared for electrophysiological
CA1 region. Neuron 15, 1403±1414.recordings. To examine the time course of Iso phosphorylation of
ERK after dissection, slices were maintained in a submerged, oxy- Blitzer, R.D., Connor, J.H., Brown, G.P., Wong, T., Shenolikar, S.,
Iyengar, R., and Landau, E.M. (1998). Gating of CaMKII by cAMP-genated holding chamber at room temperature for at least 3 hr
before Iso was applied. After drugs were administered for appro- regulated protein phosphatase activity during LTP. Science 280,
1940±1942.priate lengths of time, slices were removed from the holding cham-
ber and placed in 4% paraformaldehyde containing 2 mM each of Buzsaki, G., Penttonen, M., Nadasdy, Z., and Bragin, A. (1996). Pat-
sodium orthovanadate and sodium fluoride. For experiments exam- tern and inhibition-dependent invasion of pyramidal cell dendrites
ining the effects of 5 Hz stimulation on ERK phosphorylation, after by fast spikes in the hippocampus in vivo. Proc. Natl. Acad. Sci.
dissection slices were placed in an interface chamber at 288C and USA 93, 9921±9925.
allowed to equilibrate for 3 hr. Following equilibration, recording Chruscinski, A.J., Rohrer, D.K., Schauble, E., Desai, K.H., Bernstein,
and stimulating electrodes were placed in area CA1 as in the electro- D., and Kobilka, B.K. (1999). Targeted disruption of the b2 receptor
physiological experiments, a stable baseline of 40%±50% of the gene in mice. J. Biol. Chem. 274, 16694±16700.
maximal fEPSP slope was obtained, and then the slices were either
Coogan, A.N., O'Leary, D.M., and O'Connor, J.J. (1999). P42/44 MAPremoved for fixation as above, stimulated for 30 s at 5 Hz, or stimu-
kinase inhibitor PD98059 attenuates multiple forms of synaptic plas-lated for 3 min at 5 Hz. In some cases, slices were pretreated with
ticity in rat dentate gyrus in vitro. J. Neurophysiol. 81, 103±110.KT5720 or vehicle for 1 hr before stimulation, or they were treated
Coull, J.T. (1998). Neural correlates of attention and arousal: insightswith Iso for 15 min, following which the slices were either removed
from electrophysiology, functional neuroimaging and psychophar-for fixation or stimulated for 3 min at 5 Hz prior to fixation.
macology. Prog. Neurobiol. 55, 343±361.Phosphatase inhibitors were then carried through all subsequent
slice manipulations. After a 1 hr fixation at 48C, the slices were rinsed Daaka, Y., Luttrell, L.M., and Lefkowitz, R.J. (1997). Switching of the
in phosphate buffer (PBS) and permeabilized with 0.1% Triton X-100 coupling of the b2-adrenergic receptor to different G proteins by
for 1 hr at room temperature in PBS. After washing in PBS, slices protein kinase A. Nature 390, 88±91.
were placed in PBS containing 50 mM NH4Cl for 15 min at room de Rooij, J., Zwartkruis, F.J.T., Verheijen, M.H.G., Cool, R.H., Nijman,
temperature to quench free aldehydes. After additional washes in S.M.B., Wittinghofer, A., and Bos, J.L. (1998). Epac is a rap1 guanine-
PBS, nonspecific staining was reduced by incubating slices with nucleotide-exchange factor directly activated by cyclic AMP. Nature
10% goat serum in PBS for 1 hr at room temperature. Slices were 396, 474±477.
incubated with primary antibody (anti-phospho-MAP kinase, ERK1
English, J.D., and Sweatt, J.D. (1996). Activation of p42 mitogen-and 2, New England Biolabs) for 24 hr at 48C and rinsed overnight
activated protein kinase in hippocampal long term potentiation. J.in PBS and incubated with secondary antibody (Cy3 goat anti-rabbit,
Biol. Chem. 271, 24329±24332.Jackson Immunoresearch) diluted in 10% goat serum for 24 hr at
English, J.D., and Sweatt, J.D. (1997). A requirement for the mitogen-48C. Slices were then washed extensively with PBS. In double label
activated protein kinase cascade in hippocampal long term potenti-experiments, mouse monoclonal antibodies (anti-MAP2 [Sigma] or
ation. J. Biol. Chem. 272, 19103±19106.anti-synaptophysin [Roche-Boehringer Mannheim]) were included
in the primary antibody incubation, and Cy2 goat anti-mouse anti- Favata, M.F., Horiuchi, K.Y., Manos, E.J., Daulerio, A.J., Stradley,
D.A., Feeser, W.S., Van Dyk, D.E., Pitts, W.J., Earl, R.A., Hobbs, F.,bodies were included in the secondary incubation.
et al. (1998). Identification of a novel inhibitor of mitogen-activated
protein kinase kinase. J. Biol. Chem. 273, 18623±18632.Confocal Imaging and Quantitation of Label Intensity
Fowler, J.C., and O'Donnell, J.M. (1988). Antagonism of the re-Slices were imaged on a Biorad MRC 1000 scanning laser confocal
sponses to isoproterenol in the rat hippocampal slice with subtype-microscope equipped with an argon krypton laser. Images were
selective antagonists. Eur. J. Pharmacol. 153, 105±110.taken using a 403 water immersion objective (NA 0.75) with 30%
of laser light, iris of 8, and gain of 1400. Z series consisting of stacks Gereau IV, R.W., and Conn, P.J. (1994a). Presynaptic enhancement
of eight images at 2.5 mm steps were taken of the CA1 pyramidal of excitatory synaptic transmission by b-adrenergic receptor activa-
cell region of each hippocampal slice. To image slices that had been tion. J. Neurophysiol. 72, 1438±1442.
electrically stimulated, we selected the brightest region in CA1 and Gereau IV, R.W., and Conn, P.J. (1994b). A cyclic AMP±dependent
then took stacks of eight images taken at 2.5 mm steps of this region. form of associative synaptic plasticity induced by coactivation of
Quantification was done on projections of these Z series using Uni- b-adrenergic receptors and metabotropic glutamate receptors in
versal Imaging Metamorph software. To quantitate changes in den- rat hippocampus. J. Neurosci. 14, 3310±3318.
dritic staining, images were thresholded to a pixel value of 50, so that
Heginbotham, L.R., and Dunwiddie, T.V. (1991). Long-term increasesonly positively stained dendritic structures were quantified within a
in the evoked population spike in the CA1 region of rat hippocampusfield. The average pixel intensity above 50 was then divided by the
induced by b-adrenergic receptor activation. J. Neurosci. 11, 2519±total area to determine integrated pixel density in dendritic struc-
2527.tures. Integrated pixel density was thus determined in the stratum
Hoffman, D.A., and Johnston, D. (1999). Neuromodulation of den-radiatum and in the stratum pyramidale of each slice. The statistical
dritic action potentials. J. Neurophysiol. 81, 408±411.significance of changes in immunoreactivity with different treat-
ments was determined by ANOVA followed by Newman Kuel multi- Huang, Y.Y., Li, X.C., and Kandel, E.R. (1994). cAMP contributes to
mossy fiber LTP by initiating both a covalently mediated early phaseple range test.
Neuron
726
and macromolecular synthesis-dependent late phase. Cell 79, (1998). PD98059 is an equipotent antagonist of the aryl hydrocarbon
receptor and inhibitor of mitogen-activated protein kinase kinase.69±79.
Mol. Pharmacol. 53, 438±445.Huang, Y.-Y., Nguyen, P.V., Abel, T., and Kandel, E.R. (1996). Long-
lasting forms of synaptic potentiation in the mammalian hippocam- Roberson, E.D., English, J.D., Adams, J.P., Selcher, J.C., Kondratick,
C., and Sweatt, J.D. (1999). The mitogen-activated protein kinasepus. Learn. Mem. 3, 74±85.
cascade couples PKA and PKC to cAMP response element bindingImpey, S., Obrietan, K., Wong, S.T., Poser, S., Yano, S., Wayman,
protein phosphorylation in area CA1 of hippocampus. J. Neurosci.G., Deloulme, J.C., Chan, G., and Storm, D.R. (1998). Cross talk
19, 4337±4348.between ERK and PKA is required for Ca21 stimulation of CREB-
dependent transcription and ERK nuclear translocation. Neuron 21, Rohrer, D.K., and Kobilka, B.K. (1998). Insights from in vivo modifica-
tion of adrenergic receptor gene expression. Annu. Rev. Pharmacol.869±883.
Toxicol. 38, 351±373.Impey, S., Obrietan, K., and Storm, D.R. (1999). Making new connec-
tions: role of ERK/MAP kinase signaling in neuronal plasticity. Neu- Rohrer, D.K., Desai, K.H., Jasper, J.R., Stevens, M.E., Regula, D.P.,
Jr., Barsh, G.S., Bernstein, D., and Kobilka, B.K. (1996). Targetedron 23, 11±14.
disruption of the mouse b1-adrenergic receptor gene: develop-Iwasaki, H., Eguchi, S., Shichiri, M., Marumo, F., and Hirata, Y. (1998).
mental and cardiovascular effects. Proc. Natl. Acad. Sci. USA 93,Adrenomedullin as a novel growth-promoting factor for cultured
7375±7380.vascular smooth muscle cells: role of tyrosine kinase-mediated mi-
togen-activated protein kinase activation. Endocrinology 139, 3432± Rohrer, D.K., Bernstein, D., Chruscinski, A., Desai, K.H., Schauble,
E., and Kobilka, B.K. (1998). The developmental and physiological3441.
consequences of disrupting genes encoding b1 and b2 adrenocep-Kainu, T., Gustafsson, J.A., and Pelto-Huikko, M. (1995). The dioxin
tors. Adv. Pharmacol. 42, 499±501.receptor and its nuclear translocator (Arnt) in rat brain. Neuroreport
6, 2557±2560. Rohrer, D.K., Chruscinski, A., Schauble, E.H., Bernstein, D., and
Kobilka, B.K. (1999). Cardiovascular and metabolic alterations inKandel, E.R., and Spencer, W.A. (1961). Electrophysiology of hippo-
mice lacking both b1- and b2-adrenergic receptors. J. Biol. Chem.campal neurons. II. After-potentials and repetitive firing. J. Neuro-
274, 16701±16708.physiol. 25, 243±259.
Runden, E., Seglen, P.O., Haug, F.M., Ottersen, O.P., Wieloch, T.,Katsuki, H., Izumi, Y., and Zorumski, C.F. (1997). Noradrenergic regu-
Shamloo, M., and Laake, J.H. (1998). Regional selective neuronallation of synaptic plasticity in the hippocampal CA1 region. J. Neuro-
degeneration after protein phosphatase inhibition in hippocampalphysiol. 77, 3013±3020.
slice cultures: evidence for a MAP kinase-dependent mechanism.Kawasaki, H., Springett, G.M., Mochizuki, N., Toki, S., Nakaya, M.,
J. Neurosci. 18, 7296±7305.Matsuda, M., Housman, D.E., and Graybiel, A.M. (1998). A family
Sah, P., and Bekkers, J.M. (1996). Apical dendritic location of slowof cAMP-binding proteins that directly activate rap1. Science 282,
afterhyperpolarization current in hippocampal pyramidal neurons:2275±2279.
implications for the integration of long-term potentiation. J. Neu-Lisman, J.E. (1997). Bursts as a unit of neural information: making
rosci. 16, 4537±4542.unreliable synapses reliable. Trends Neurosci. 20, 38±43.
Summers, R.J., Papaioannou, M., Harris, S., and Evans, B.A. (1995).Madison, D.V., and Nicoll, R.A. (1986). Cyclic adenosine 39,59-mono-
Expression of beta 3-adrenoceptor mRNA in rat brain. Br. J. Pharma-phosphate mediates beta-receptor actions of noradrenaline in rat
col. 116, 2547±2548.hippocampal pyramidal cells. J. Physiol. (Lond.) 372, 245±259.
Thomas, M.J., Moody, T.D., Makhinson, M., and O'Dell, T.J. (1996).Magee, J., Hoffman, D., Colbert, C., and Johnston, D. (1998). Electri-
Activity-dependent b-adrenergic modulation of low frequency stim-cal and calcium signaling in dendrites of hippocampal pyramidal
ulation induced LTP in the hippocampal CA1 region. Neuron 17,neurons. Annu. Rev. Physiol. 60, 327±346.
475±482.
Mansuy, I.M., Winder, D.G., Moallem, T.M., Osman, M., Mayford,
Thomas, M.J., Watabe, A.M., Moody, T.D., Makhinson, M., andM., Hawkins, R.D., and Kandel, E.R. (1998). Inducible and reversible
O'Dell, T. J. (1998). Postsynaptic complex spike bursting enablesgene expression with the rtTA system for the study of memory.
the induction of LTP by theta frequency synaptic stimulation. J.Neuron 21, 257±265.
Neurosci. 18, 7118±7126.
Marshall, C.J. (1995). Specificity of receptor tyrosine kinase signal-
Tsien, J.Z., Chen, D.F., Gerber, D., Tom, C., Mercer, E.H., Anderson,ing: transient versus sustained extracellular signal-regulated kinase
D.J., Mayford, M., Kandel, E.R., and Tonegawa, S. (1996). Subregion-activation. Cell 80, 179±185.
and cell type-restricted gene knockout in mouse brain. Cell 87,
Martin, K.C., Michael, D., Rose, J.C., Barad, M., Casadio, A., Zhu, H., 1317±1326.
and Kandel, E.R. (1997). MAP kinase translocates into the nucleus of
Tsubokawa, H., and Ross, W.N. (1996). IPSPs modulate spike back-the presynaptic cell and is required for long-term facilitation in
propagation and associated [Ca21]i changes in the dendrites of hip-Aplysia. Neuron 18, 899±912.
pocampal CA1 pyramidal neurons. J. Neurophysiol. 76, 2896±2906.
Mayford, M., Wang, J., Kandel, E.R., and O'Dell, T.J. (1995). CaMKII
Vossler, M.R., Yao, H., York, R.D., Pan, M.G., Rim, C.S., and Stork,regulates the frequency±response function of hippocampal syn-
P.J. (1997). cAMP activates MAP kinase and Elk-1 through a B-Rafapses for the production of both LTD and LTP. Cell 81, 891±904.
and Rap1-dependent pathway. Cell 89, 73±82.
Nicholas, A.P., Pieribone, V.A., and Hokfelt, T. (1993). Cellular local-
Weisskopf, M.G., Castillo, P.E., Zalutsky, R.A., and Nicoll, R.A.ization of messenger RNA for b1- and b2-adrenergic receptors in
(1994). Mediation of hippocampal mossy fiber long-term potentia-rat brain: an in situ hybridization study. Neuroscience 56, 1023±1039.
tion by cyclic AMP. Science 265, 1878±1882.
Oddie, S.D., and Bland, B.H. (1998). Hippocampal formation theta
Winder, D.G., Mansuy, I.M., Osman, M., Moallem, T.M., and Kandel,activity and movement selection. Neurosci. Biobehav. Rev. 22,
E.R. (1998). Genetic and pharmacological evidence for a novel, inter-221±231.
mediate phase of long-term potentiation suppressed by calcineurin.
Olsen, M.K., Reszka, A.A., and Abraham, I. (1998). KT5720 and Cell 92, 25±37.
U-98017 inhibit MAPK and alter the cytoskeleton and cell morphol-
ogy. J. Cell Physiol. 176, 525±536.
Orban, P.C., Chapman, P.F., and Brambilla, R. (1999). Is the Ras-
MAPK signaling pathway necessary for long-term memory forma-
tion? Trends Neurosci. 22, 38±44.
Raman, I.M., Tong, G., and Jahr, C.E. (1996). b-adrenergic regulation
of synaptic NMDA receptors by cAMP-dependent protein kinase.
Neuron 16, 415±421.
Reiners, J.J., Jr., Lee, J.Y., Clift, R.E., Dudley, D.T., and Myrand, S.P.
